NGHIEN CUU BIEU HIEN MOT SO DAU AN SINH HOC CUA TE BAO GOC MANG 01

TOM TAT

Mang 6i la sén phdm thudng bé di trong qué trinh
sinh nd dudc phét hién la mét nguén cung cép té bao
géc ly tudng. Ching t6i tién hanh dé tai nham muc tiéu
xac dinh biéu hién céc dau &n sinh hoc clia t& bao géc
mang 6i. Phuong phap nghién ciu: Phén lap va nudi
cdy tang sinh t€ bao gbc mang 6i trong moi trudng
DMEM c¢6 b6 sung 10% huyét thanh bao thai bé va
khéng sinh. Nhuém héa mién dich t€ bao gbéc mang 6i
qua hai lan cdy chuyén vdi cac khang thé dac hiéu
khang cac khang nguyén nghién ctu. Két qua nghién
ctiu: T€ bao gbc mang 6i duong tinh véi cac khang thé
khang OCT-4, SSEA-4, CK-18, CK-5, Kif-4, Bmi-1,
CD49f, CD-271, SCF, Vimentin, NCAM, Cmyc, HNF-4,
CD29, Nanog, CD44, Nestin, CD133, va am tinh véi
SSEA-1, Sox-2. Két ludn: Té bao géc mang 6i la cac té
bao géc da tiém nang khéng nhiing biéu hién cac dau
&n cla té bao gbc phoi ma con biéu hién ddu an cla t&
bao géc biéu bi va trung bi.

Twrkhoa: T€ bao géc, mang 6i, ddu én té bao goc.

SUMMARY

Amniotic membrane which is bio-waste in the
process of birth was found to be an ideal source of
stem cells. Aim of research: Identify of biomarkers for
amniotic stem cells. Method: staining of amniotic stem
cells (passage two) with specific antibodies against the
antigens studied. Results: Amniotic stem cells are
positive with OCT-4, SSEA-4, CK-18, CK-5, Kif-4, Bmi-
1, CD49f, CD-271, SCF, Vimentin, NCAM, Cmyc,
HNF-4, CD29, Nanog, CD44, Nestin, CD133, and
negative with SSEA-1, Sox-2. Conclusion: Amniotic
stem cells are multipotent not only express the
markers of embryonic stem cells, but also expresse the
markers of epidermal and mesoderm stem cells.
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PAT VAN BE

Hién nay, t& bao g6c phan lap tU mé trudng thanh
hogc tir phéi van 1a nguén t& bao chli yéu cho y hoc tai
tao. Tuy nhién ca hai nguén t& bao nay déu coé rat
nhiéu nhiing han ché. T& bao géc tir mé trudng thanh
cla ngudi bénh tuy khéng dat ra van dé thai ghép
nhung rét khé phan 1ap va nudi cay tang sinh. S6 lugng
t& bao it, khéng di cho méi lan cdy ghép. Ngudc lai, t&
bao gdc phéi tang sinh rat manh trong moi trudng nuoi
cdy va dé dang biét héa thanh cac t& bao clla mo
trudng thanh nhung can thiét phai kiém soat chit ché
vi rat dé c6 kha ning sinh ung thu va khi ghép déng
loai s& d& dang bi thai ghép theo co ché& giéng nhu
ghép md va co quan trudng thanh. Hon nira viéc sl
dung t& bao géc phoéi ludn dat ra tranh cai vé van dé
dao diic. Do vay viéc nghién ctiu dé tim ra nguon t&
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bao méi thay thé t€ bao géc trudng thanh va té bao
g6c¢ phdi 4 hét siic can thiét.

Té& bao gbc mang 6i la cac té bao gbc da tiém nang
[1]. Nhiing t& bao nay co thé biét hda thanh 3 16p t&
bao mam, ching c6 tinh sinh mién dich thap va c6 kha
nang chéng viém. S dung t€ bao géc mang i khéng
dat ra van dé tranh cai vé dao dic do khdng phai st
dung phoi ngudi. Mang 6i da timg dugc st dung giéng
nhu mét tdm bang sinh hoc trong diéu tri bong, diéu tri
cac vét loét 1au lién mac du co ché tac dung clia mang
6i trong cac trudng hop nay cho dén nay van chua
hoan toan sang to.

Tru6c nhimng khé khan va han ché cla céac loai té€
bao gdc lay tir phoi, thai va ti ngusi trudng thanh ké
trén, ngudi ta da di tim va phat hién ra rdng mang &i vé
phuong dién phéi thai hoc ¢6 ngudn géc tir thai nhi. Vé
phuong dién tudi phat trién, ching tuong duong véi té
bao g6éc nhil nhi. Vi thé cac t€ bao g6c phan lap ti
mang 6i c6 uu diém hon cac loai t& bao géc khac khi
st dung ghép cho mét co thé khac gen déng loai.
Mang &i mét san phdm thudng bd di trong qué trinh
sinh nd nay da dugc phét hién la mét nguén cung cap
t€ bao géc ly tudng do thu hoach mang 6i khéng gay
anh hudng gi dén siic khoé clia cad me va con, t€ bao
g6c¢ tir mang 6i con rat tré nén kha ning phan chia tét
va sd lugng té€ bao thu dudc truc ti€p hodc sau tang
sinh in vitro 1a rat 16n. déng thdi viéc thu hoach va cat
gilr t€ bao géc mang 6i khéng vi pham dao dic. Vi vay
chiing t6i nghién cliu dé tai xac dinh cac biéu hién dau
an sinh hoc cla t& bao géc mang 6i nham muc tiéu
dinh danh t€ bao g8c mang 6i dap (mg nhu cau sl
dung loai t€ bao nay trong cong nghé tai tao mo (tissue
engineering).

DOI TUGNG VA PHUGNG PHAP NGHIEN CUU

1. Ky thuat phan lap va nudi cdy ting sinh té
bao goc mang 6i.

Ky thuat phan 1ap va nudi cdy té bao géc mang 6i
da dugc mo ta trong cac bai bao dang tai truGe day [2].
Té bao goc dudc phan lap tir mang 6i st dung enzym
phan cat mdé phéi hop véi cac bién phap co hoc [3].
Sau khi phan lap, t€ bao gbc dudc nudi cay tang sinh
trong méi truong DMEM (Dulbeccolls Modified
Eagle[s medium) cé b8 sung thém penicillin (50 U/ml),
streptomycin (50 pg/ml), L-glutamin (2 x 10°M), huyét
thanh bao thai bé (10%), hai ngay thay méi trudng moét
I&n dé loai bd nhiing t& bao chét va cung cap chat dinh
dudng dong thdi cay chuyén t& bao 2 tudn moét lan dé
duy tri trong phong thi nghiém.

2. Ky thuat héa mién dich huynh quang.
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T& bao trén dia nudi cdy hodc thu hoach bang
trypsin sau d6 dudc dan trén lam kinh. C6 dinh t€ bao
béng etanol 98% hodc béng ceton tuyét d6i 6 nhiét d6
-20°C trong 10 phut. Rira tiéu ban béng PBS 1X.  dia
nudi cay hodc lam kinh véi khang thé th(r nhat khang
protein dac hiéu can nghién ctu. Danh muc cac khang
thé dudc trinh bay trong bang 1. Khang thé th(r hai
dudc gan véi chat huynh quang. Quan sat té bao va
chup hinh anh trén kinh hién vi huynh quang. T& bao
duong tinh hién thi mau xanh 14 néu khang thé th hai
gan vdi FITC (Fluorescein isothiocyanate), hién thi
mau d6 néu khang thé thG hai gan véi CY3
(Indocarbocyanine).

Bang 1: Danh muc tén cac khang thé, cong ty cung
cép va ty Ié pha lodng dung trong nghién cu.

Khéng thé thr nhat Ty 1& pha lodng
Oct-4, Rabbit, sc-9081 (Santa Cruz Biotechnology) 1/200
SSEA-4, Mouse, MAB1435 (R&D systeme) 1/50
Ck18, Mouse IgG1, M7080 (Dako) 1/50
CK35, Rabbit, IS780 (Dako) 1/50

KLf-4, Rabbit, Sc 20691 (Santa Cruz Biotechnology) 1/50

Bmi-1, Rabbit, Sc 10745 (Santa Cruz

. 1/50
Biotechnology)
CD49f, Mouse, Cat.No 313604 (Biolegend) 1/50
CD271, Rabbit (BD Biosciences) 1/50
SCF, Mouse, ab64677 (ABCAM) 1/50
Vimentin, Mouse, 28028 (ABCAM) 1/50
NCAM, Goat, AF277 (R&D systeme) 1/50
C-myc, Mouse, Sc-40 (Santa Cruz Biotechnology) 1/50
HNF-4, Goat, ab36175 (ABCAM) 1/50
CD29, Mouse, Sc-9970 (Santa Cruz Biotechnology) 1/50
Nanog, Goat, Sc 30328 (Santa Cruz Biotechnology) 1/100
CD44 (F10,42-20), Mouse, ab46793 (ABCAM) 1/200
Nestin, Rabbit, Sc-20978 (Santa Cruz 11200
Biotechnology)
CD133, Mouse, Ac133 (Biolegend) 1/500
SSEA-1, Mouse, Sc 21702 (Santa Cruz 11200
Biotechnology)
Sox-2, Mouse mAb IgG2A MAB2018 (R&D 1/50
systeme)
Khang thé thir 2
Alexa Flour 488 donkey anti mouse IgY (H+L) 1/800
(Green), Cord No.A2102
Alexa Flour 546 goat anti Rabbit IgG (H+L) 1/800
(Red),Cord No.A11008
Alexa Flour 488 chicken anti goat IgG (H+L), Cord 111000
No.A2146.
Alexa Flour 594 goat anti-mouse IgG (H+L) (Red), 1/800
Cord No.A11020
Alexa Flour 488 goat anti Rabbit IgG (H+L) (Green), 1/500
Cord No.A11008
Alexa Flour 488 chicken anti goat IgG (H+L), Cord 1/500
No.A2146

KET QUA NGHIEN cUU
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Hinh 1. Xac dinh dac tinh clia t& bao géc mang 6i bang ky thuat
héa mién dich huynh quang. T€ bao duang tinh c6 mau xanh la (mau
clia FITC) hodc mau dé (mau clia CY3). Nhudm nhan t§ bao bang
DAPI. T& bao géc mang 6i biéu hién duong tinh véi OCT-4, SSEA-4,
CK-18, CK-5, Kif-4, Bmi-1, CD-49f, CD-271, SCF, Vimentin, NCAM,
Cmyc, HNF-4, CD-29, Nanog, CD44, Nestin, CD133. T& bao géc mang
6i &m tinh hoan toan SSEA-1 va Sox-2.

BAN LUAN

Nhu vay t€ bao géc mang 6i ma chung t6i thu dugc
cling biéu hién cac dau an clia t& bao géc phéi nhu
OCT-4, SSEA-4 va SCF nhu cac nghién cliu khac da
mo ta [4]. Pong thdi, t& bao ciing biéu hién d4u &n cla
t€ bao ndi bi phdi nhu HNF-4, dau &n ngoai bi phoi nhu
Nestin va NCAM, d&u &n trung bi phéi nhu CK-5, CK-
18 va Vimentin, [4-6]. Tuy nhién khéng phai tat ca cac
t€ bao déu biéu hién cac ddu &n nhu nhau. Diéu d6
cling chiing t6 réng t€ bao thu dugc 1a khéng thuan
nhat. Két qua tuong tu nhu nghién c(u clia Coreau va
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cong su khi phan 1ap va nudi cay té bao géc mang Gi
[7].

Tru6c day, nhiéu nghién clu da chimg minh ca té
bao HAE (Human Amniotic Epithelial cells) va té bao
HAM (Human Amniotic Mesenchymal cells) biéu hién
nhiéu marker t€ bao g6c nhu octamer-binding
transcription factor 4 (OCT-4), GATA-4, hepatocyte
nuclear factor-34 (HNF-3&) Nhing yéu t6 nay cho
thay khong chi t& bao géc biéu méd mang 6i ma con ca
t€ bao gbc trung md mang 6i ciing 1a t€ bao géc da
tiém nang.

Té& bao géc mang 6i khéng chi biéu hién ddu &n
cla t& bao biéu bi nhu CA125 ma con biéu hién cac
d4u &n clia t& bao biéu md néi chung nhu cytokeratin,
vimentin [5, 8]. TE bao g6c mang 6i cling duang tinh
vG6i CD44 va Nestin. Vimentin duong tinh véi trén
97.5% trong tng s6 té bao t& bao géc mang i nudi
cdy, trong khi chi 3.6% téng s6 t& bao gdc biéu mo
mang 6i biéu hién duong tinh v6i CK14+/vimentin+.
Nhu vay, t&€ bao géc mang i déng thdi biéu hién ca
marker cla t€ bao gbc trung mod va cac té bao géc
biéu mé [5]. Diéu nay chi ra rang t&€ bao géc mang 6i
khong hoan toan 13 t€ bao géc biéu mé va ngudc lai
chiing ciing khéng hoan toan 1a t€ bao géc trung mo.
Trong qua trinh phat trién phdi, cé su chuyén dang té
bao gdc trung mé-biéu mé (epithelial-mesenchymal
transition-EMT) trén mang 6i [5]. Trén co s dé, trong
nghién clu nay ching téi da khéng dat ra van dé phan
lap t& bao gbc trung md va té bao gdc biéu mé. Té bao
gdc mang 8i & giai doan sdm biéu hién cac dau an cla
t€ bao goc phoi nhu OCT-4, Rex-1, va SCF [4], va dau
an cla té bao ndi bi phdi nhu BMP4, a- fetoprotein
(FP), GATA-4, va HNF-44, dau 4n ngoai bi phoi nhu
Nestin va NCAM, d&u &n trung bi phéi nhu Vimentin va
CCK-18, dau an khang nguyén hoa hdp t8 chiic nhu
HLA ABC va HLA DR [4-6]. Tuy nhién t€ bao géc
mang &i khong bidu hién ddu &n dac hiéu cla trung bi
phdi nhu brachyury, ddu &n ndi bi phdi BMP-2, dau &n
ngoai bi FGF-5 va PAX-6 [4, 9].

Qua nghién ciiu biéu hién cac dau &n sinh hoc clia
t€ bao géc mang 6i chung t6i di dén két luan sau: Té
bao géc mang 6i 1a t& bao géc da tiém niang khong
nhiing biéu hién cac dau &n cla t& bao gdc phdi ma
con biéu hién dau an cla t& bao géc biéu mé va trung
mé. K&t qua ching td quy trinh phan Iap va nuéi cay té
bao géc mang 6i dat hiéu qua cao va té bao thu dudc
thuc su 1a t€ bao géc. Tinh géc cla t€ bao dudc duy tri
trong qua trinh nuédi cay. Nhu vay t& bao goc co thé st
dung trong nghién clu ciing nhu trong cong nghé mo.
phl hop véi nghién ciiu cla cac tac gia khac.
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